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wide were collected in the middle portion of the mammary gland one centimeter from the dorsal boundary, quickly fixed by immersion in 10% formaldehyde solution in phosphate buffered saline (PBS 0.1 M, pH 7.4) for 36 h and processed until the paraffin wax embedding step.
Morphological staining and Immunohistochemistry
Haematoxylin-Eosin staining was performed on all specimens to carry out a morphological analysis and to exclude pathologies. Immunohistochemistry was performed with the following primary antibodies: rabbit polyclonal anti-apelin (Novus Biologicals, Littleton, CO, USA) and rabbit polyclonal anti apelin receptor (Abcam, Cambridge, UK). The development of the immunoreaction was performed with biotin-conjugated goat anti rabbit secondary antibody (Santa Cruz Biotechnology, Santa Cruz, CA, USA); avidin-biotin system (Vectastain ABC kit; Vector Laboratories, Burlingame, CA, USA) and diaminobenzidine (DAB) as chromogen (Vector Laboratories, Burlingame, CA, USA). Sheep abomasum was used as a positive control for both APLN [2] and APLNR [3] . Negative control sections were incubated with normal rabbit IgG (Novus biological, Littleton, CO, USA).
RT-PCR and Gel electrophoresis
Total RNA was extracted from the mammary tissue of three sheep for each experimental group (MxF, Exp, and MxD). Five μg of total RNA was reverse transcribed in 20 μl of iSCRIPT cDNA (Bio-Rad Laboratories, Milan, Italy) using random hexamer protocol. Genomic DNA contamination was checked by developing a PCR without reverse transcriptase. The multiplex PCR amplification was performed using 1.0 μL of complementary DNA as a template for APLN and APLNR primers (Table 1 main 
Within each experiment, the complete set of samples was processed in a single PCR for APLN (Figure S1 A), and in two different PCR for APLNR ( Figure S1 B1 and B2). The amplified PCR-generated products (18 μL of 25 μL total reaction volume) were analyzed by electrophoresis on 2% agarose gel using ethidium bromide staining. 
